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ABSTRACT

The acute oral toxicity of 3-chloro-4,4-dimethyl-2-
oxazolidinone (Compound 1) was determined in male and female
ICR mice by using the oral gavage single-dose method. The
median lethal dose was 309 ± 12 mg/kg for mle and 332 ± 13
mg/kg for female mice. The predominate clinical observation
was a syndrome of generalized malaise which was characterized
y inactivity, hunched a dnd rough coat. Tnlis
syndrome was observed at all dose levels with frequency and
severity increasing with dose. One finding of note at the
higher dose levels was the presence of hematuria; however,
there was no obvious evidence of renal pathology observed at
necropsy. Lethality was observed primarily during the first
48 hours after dosing and most of the clinical signs were
also observed during this time period. These results place
3-chloro-4,4-dimethyl-2-oxazolidinone in the very toxic
category.
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Diplomate, American Board of Toxicology
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mice.
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Acute Oral Toxicity of 3-Chloro-4,4-dimethyl-2-
oxazolidinone (Compound 1) in ICR Mice--Hiatt et al.

INTRODUCTION

The U.S. Air Force has sponsored development of a new
disinfectant for field water supplies. HTH (high-test
hypochlorite), the existing field water disinfectant, is a
mixture of calcium hypochlorite and inert ingredients;
however, it is not stable under field or storage conditions.
In addition, HTH produces carcinogenic trihalomethanes upon
reaction with organic impurities in the water. N-chloramines
are being evaluated as water disinfectants because of their
wide-spectrum disinfectant qualities, exceptional stability,
and minimal potential to produce trihalomethanes (1). The
U.S. Army Biomedical Research and Development Laboratory
(USABRDL) has been assigned the mission of evaluating the
"health effects" of a promising N-chloramine, 3-chloro-4,4-
dimethyl-2-oxazolidinone (Compound 1). As part of their
mandate, USABRDL has tasked the Division of Toxicology,
Letterman Army Institute of Research (LAIR), to develop an
acute toxicity profile for Compound 1. Evaluation of its
acute oral toxicity is an integral part of the acute toxicity
profile for Compound 1.

Objective of Study

The objective of this study was to determine the acute
oral toxicity of Compound 1 in male and female ICR mice.

MATERIALS

Test Substance

Chemical Name: 3-Chloro-4,4-diinethyl-2-uxazolidinone

Chemical Abstracts Service Registry No.: 58629-01-9

LAIR Code Number: TP55

Molecular Formula: C5H8ClNO2

Other test substance information is presented in
Appendix A.
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VTehic Ie

The vehicle for 3-chloro-4,4-dimethyl-2-oxazolidinone
was 1% gum tragacanth (Lot No. 34F-0156, Sigma Chemical
Company, St. Louis, MO) in sterile water for injection (Lot
No. 62-354-DM-03, Aobott Labs, North Chicago, IL) . The
expiration date was 1 March 1986.

Aniittal Data

Eighty male and 80 female ICR mice (Harlan Sprague-
Dawley, Inc., Indianapolis, IN) were used for this study.
They were identified individually with tags numbered 85C00514
- 85C00673 (inclusive) placed in the dorsal skin of the neck.
-w males and 2 females were selected at random for quality
control necropsy evaluation at receipt. Thirty-six of the
animals were used in an Approximate Lethal Dose (ALD)
determination and two were not dosed. The animal weights on
receipt (6 Jun 85) ranged from 20 to 36 g. Additional animal
data appear in Appendix B.

Husbandry

Mice were caged individually in stainless steel wire
mesh cages in racks equipped with automatic flushing
dumptanks. The diet, fed ad libitum, consisted of Certified
Purina Rodent Chow Diet 5002 (Ralston Purina Company, St.
Louis, MO); water was provided by lixit valves on a central
line. The animal room temperature was constantly monitored
and maintained in a range from 21.7'C to 23.3'C with a
relative humidity range of 41% to 48%. The photoperiod was
12 hours of light per day.

METHODS

Group Assignment/Acclimation

Study mice were randomized into five dose groups and a
vehicle control oroup of 10 males and 10 females each.
Allocation was dccomplished by using a computer-based
stratified weight-biased method. The Beckman TOXSYS® Animal
Allocation Program was used in conjunction with a Beckman
TOXSYS® Data Collection Terminal. The animals were
acclimated for 15-17 days before the day of dosing. During
this- period they were observed daily for signs of illness.

/
i
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Dose Levels-

The results of the ALD determination suggested that the
median lethal dose (MLD) was below 250 mg/kg for the males
and near 250 mg/kg for the females. Based on these data,
test doses were selected (Table 1).

TABLE 1: Group Dose Schedule

Group Dose (mg/kg)

m ales

1 159 200

2 251 316

3 398 501

4 316 251

5 501 398

6 vehicle vehicle

Compound Preparation

Compound 1 was received in a solid form. It was ground
in a freezer mill (Model 6700, Spex Industries, Inc.,
Metuchen, NJ). Compound 1 was then suspended in 1% gum
tragacanth using a Brinkman Polytron Homogenizer (Brinkman
Instruments Co., Westbury, NY) for mixing, which resulted in
a milky, viscous liquid.

Chemical Analyses

The identity of Compound 1 was verified by comparison of
IR spectra obtained on receipt with the spectra provided by
the source (Appendix A). The purity of the test substance
was determined by analyzing four pure samples by iodometric
titration. The purity was approximately 99%. Analysis of an
aqueous suspension of Compound 1 (50 mg/ml) in 1% gum
tragacanth by iodometric titration demonstrated that it was
stable in water for at least three days. Formulating
Compound 1 in 1% gum tragacanth produced a homogenous
suspension over a range of 18 to 160 mg/ml. Accuracy of the
Compound 1 suspensions ranged from 94.9% to 106.9% of target.
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Test Procedures

This study was conducted in accordance with EPA
guidelines (2) and LAIR SOP OP-STX-36 (3). The volume of
dosing solution given each animal was based upon the desired
dose level and the compound concentration in suspension. The
dose level was increased by varying the concentration of each
suspension, and animals received calculated volumes based
upon weight. Volumes ranged from 0.27 to 0.43 ml in the male
and 0.22 to 0.36 ml in female mice. The vehicle control
group was given 0.25 to 0.35 ml of the vehicle. Dosing was
performed by oral gavage without animal sedation or
anesthesia. Sterile, disposable syringes (Becton, Dickenson
& Co., Rutherford, NJ) fitted with 20-gauge, 1-1/2-inch,
ball-tipped, stainless steel Perfektum® oral gavage animal
tubes (Popper & Sons, Inc., New Hyde Park, NY) were used for
dosing. Animals in Groups 1 - 3 were dosed on 17 June 1985.
Animals in Groups 4 - 6 were dosed on 19 June 1985 after
analysis of the data from 17 June.

Observations

Observations for mortality and signs of acute toxicity
were performed daily according to the following procedure:
1) animals were observed undisturbed in their cages, 2)
animals were removed from their cages and given a physical
examination, and 3) animals were observed after being
returned to their cages. On the day of dosing, the mice were
checked intermittently throughout the day. Recorded
observations were performed approximately 2, and 4 hours
after dosing, and daily for the remainder of the 2-week test
period. A second "walk-through" observation was performed
daily with only significant observations recorded. Body
weights were recorded periodically during the course of the
study.

Necrolpsy

Animals that died during the observation period were
submitted for necropsy. Those that survived the 14-day study
period were also submitted for necropsy after termination by
barbiturate overdose.

Statistical Analyses

Statistical analyses were performed on the study
results. Selected lethal doses for the females were derived
by probit analysis using the maximum likelihood method, as
described by Finney (4) and for the males the median lethal
dose was calcul3ted manually by the moving average method



Hiatt et al.--5

(5). The program, PROBIT, developed for the Data General
Computer, Model MV8000, was used to draw the probit curve and
lethal dose values.

Duration of Study

Appendix C is a historical listing of study events.

Changes/Deviations

The vehicle was changed from sterile water to 1% gum
tragacanth (in sterile water) because Compound 1 was not
completely soluble in water at concentrations necessary for
dosing. The change in the vehicle required increasing the
number of animals assigned to the vehicle control group
because 1% gum tragacanth had not previously been used in this
laboratory for a mouse study. Probit analysis was not used to
calculate the MLD in male mice because there was only one dose
level with a fractional response. The moving average method
was used instead and provided an MLD determination. The
additional information to be obtained from the probit analysis
was not deemed sufficient to warrant the use of additional
animals in the study.

Raw Data and Final Report Storage

A copy of the final report, study protocols, raw data,
all SOPs, and an aliquot of the test compound will be
retained in the LAIR Archives.

RESULTS

Forty-nine animals died as a result of dosing with Compound
1. Twenty-nine deaths occurred within 24 hours after dosing.
An additional 12 deaths occurred between 24 and 48 hours after
dosing. Table 2 lists the compound-related deaths by group.
Appendix D is a tabular presentation of cumulative mortality.

Lethal Dose Calculation

Lethal dose values were calculated by probit analysis
for the female mice. The equation for the probit regression
line was Y = -40.16 + 17.92 log X, where X is the dose and Y
the corresponding probit value. Lethal doses calculated from
the equation for the probit regression line are presented in
Table 3. Figure 1 graphically presents the regression line
for the female mice.
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TABLE 2: Compound-Related Deaths by Group

Group Dose Compound-Related Death/ Percent
(mg/kg) Number in Group Mortality

MALES

1 200 0/9* 0
2 251 0/10 0
4 316 6/10 60
3 398 10/10 100
5 501 10/10 100
6 Vehicle 0/10 0

FEMALES

1 159 0/9* 0
4 251 0/10 0
2 316 4/10 40
5 398 9/10 90
3 501 10/10 100
6 Vehicle 0/10 0

* One animal was not used because it was not fasted.

TABLE 3: Calculated Lethal Doses (LD) of Compound 1
in ICR Mice

Effect Calculated Dose* 95% Confidence Limits
Level (mg(base)/kg) (mg(base)/kg)

MALES

LD50 309 ± 12 (289, 333)

FEMALES

LD10 281 ± 17 (222, 308)
LD50 332 ± 13 (301, 365)
LD90 391 ± 24 (358, 497)

*Lethal Dose ± standard error.
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Figure 1

Dose Response Curve for 3-Chloro-4,4-dimethyl-2-
ozazolidinon. in Fremale Mice
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Since probit analysis requires a fractional response in
more than one group, the MLD and 95% confidence limits for
the male mice were calculated by moving averages. This
method involves interpolation and does not estimate a
regression line. Consequently, the other lethal dose values
and their confidence limits could not be calculated.

Clinical Observations

A variety of clinical signs were observed following oral
administration of Compound 1. The predominate clinical signs
were in the behavioral category (inactivity, tremors,
jumping, and hypotonia) which was observed in 76 of 98
animals dosed and hunched posture which was observed in 64 of
98 animals. Urogenital signs (bloody urine, red material on
the abdomen, and bloody penis) were observed in 28 of 98.
Sixteen animals were cool to the touch (decreased
temperature). Of the 49 males dosed with Compound 1, 30
exhibited a rough coat and 17 exhibited yellow stains of the
abdomen and perianal area. Generally, the incidence,
severity, and duration of signs exhibited a dose-response
relationship, although the early deaths of animals in the
high dose group masked this relationship.

Other clinical signs included diarrhea, depressed
grasping and righting reflex, gasping, increased respiratory
rate, lacrimation, and prostration and were observed in
varying combinations in nine animals.

The incidence of clinical signs was greatest during the
first two observations following dosing. Most of the
surviving animals were still exhibiting some signs 24 hours
after dosing. Only a few animals continued to exhibit signs
after the first two days. The signs that were observed in
these few animals included hunched posture, inactivity, rough
coat, and yellow stains on the abdomen and perianal area.
All of these signs except rough coat disappeared by 7 days
after dosing. Tables 4 and 5 contain summaries of the
clinical signs observed in the male and female mice,
respectively. Appendix E contains the individual animal
histories.

Weight gains of survivors were not affected by dosing.
Table 6 presents the mean body weights by groups. Appendix F
contains individual weight tables.
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TABLE 4: Incidence Summary for Clinical Observations
in Male Mice Administered Compound 1

Category of Group 6 1 4 2 5 3

Clinical Dose (mg/kg) Control 200 251 316 398 501

Signs N= 10 9 10 10 10 10

Behaviorala 0 7 10 10 10 10

Hunched Posture 1 8 4 10 2 10

Rough Coat 1 5 4 5 9 7

Urogenitalb - - 1 1 8 6

Decreased Temperature - - - - 6 2

Stainsc 1 3 4 4 3 3

Otherd - - - 1 2 1

Death - - - 6 10 10

Normal 8 - - -

a Includes inactivity, tremors, jumping, and hypotonia.

b Includes bloody urine/feces, bloody penis, and red material

on abdomen.
c Includes yellow/brown stains or material on mouth, abdomen,

or perianal area and stains on the mouth and nose.

d Includes diarrhea, depressed grasping and/or righting
reflexes, and gasping.
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TABLE 5: Innidence Summary for Clinical Observations
in Female Mice Administered Compound 1

Category of Group 6 1 2 4 3 5

Clinical Dose (mg/kg) Control 159 251 316 398 501

Signs N= 10 9 10 10 10 10

Behaviorala - 2 1 8 10 8

Hunched Posture - 6 5 5 10 4

Urogenitalb - - - 4 5 3

Decreased Temperature - - - 2 5 1

Stainsc - 1 - 1 2 -

Otherd - - - 2 1 2

Death - - - 4 9 10

Death (no signs recorded) - - - - - 2

Normal 10 2 5 - - -

a Includes inactivity, tremors, jumping, and hypotonia.

b Includes bloody (red) urine/feces and red material on
abdomen.

C Includes yellow stains/material on mouth and red stains on

the nose.
d Includes diarrhea, depressed grasping and/or righting

reflexes, gasping, increased respiratory rate, lacrimation,
and prostration.
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TABLE 6: Mean Body Weights in Grams ± S.E t

Dose Day Day
(mg/kg) Receipt Dosing 7 14

MALES

200 28.4 32.4 35.7 36.2
±1.1(9) ±0.9(9) ±0.9(9) ±0.7(9)

251 29.4 33.4 33.6 35.3
±1.1(10) ±0.8(10) ±0.5(10) ±0.4(10)

316 29.2 33.1 34.2 36.7
±1.2(10) ±0.8(10) ±1.3(4) ±0.9(4)

398 29.3 34.1 ---
±0.7(10) ±1.0(10)

501 29.3 33.4 ---
±0.9(10) ±0.8(10)

Vehicle 29.4 32.7 36.3 36.0
±0.9(10) ±0.7(10) ±0.9(10) ±0.6(10)

FEMALES

159 27.8 29.2 30.6 30.9
±1.0(9) ±0.8(9) ±0.5(9) ±0.7(9)

251 26.5 28.6 29.4 29.7
±1.0(10) ±1.0(10) ±0.7(10) ±0.8(10)

316 25.2 27.4 28.8 27.8
±0.6(10) ±0.4(10) ±0.7(6) ±0.9(6)

398 27.7 29.1 24.0(1) 27.0(1)
±0.7(10) ±0.8(10)

501 26.8 28.5 ---
±0.5(10) ±0.7(10)

Vehicle 28.2 29.6 30.0 31.0
±0.9(10) ±0.8(10) ±1.0(10) ±0.9(10)

t Number in parentheses = number of animals.
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Cross Pathology Observations

Among the 49 animals that died after administration of
Compound 1, none had any remarkable lesions that could be
attributed to the test compound. The veterinary pathologist's
report appears at Appendix G.

DISCUSSION

The calculated MLD for Compound 1 was 309 ± 12 mg/kg in
male and 332 ± 13 mg/kg in female ICR mice. These MLD values
place Compound 1 in the very toxic range (6).

Compound 1, when administered by oral intubation,
produced a syndrome that could be described as a failure to
thrive and/or generalized malaise as approximately 75% of the
treated animals were inactive and exhibited hunched posture
and, in males, rough coat. These signs were observed in all
dose groups with increasing frequency and severity with dose.
As the dose increased, other signs were also observed. These
included tremors, hematuria (bloody urine, red material on
abdomen, and bloody penis), and decreased temperature. The
tremors and decreased temperature could be attributed to the
marked inactivity observed in the animals that received the
higher doses. The hematuria suggests an effect on the renal
system; however, there was no evidence observed at necropsy
which would confirm or disprove this hypothesis.

Although these data suggest that Compound 1 is a very
toxic compound, it also indicates that the toxicity should
have little effect on the proposed use of Compound 1 as a
water disinfectant. As a water disinfectant, Compound 1 is
effective at a concentration of 210 parts per million against
the most resistant bacteria (7), a concentration several
orders of magnitude lower than the concentrations used in
this study.

CONCLUSION

3-Chloro-4,4-dimethyl-2-oxazolidinone (Compound 1) is a
very toxic compound which produces a nonspecific syndrome of
malaise and a failure to thrive. Calculated median lethal
dose values were 309 mg/kg in male and 332 mg/kg in female
ICR mice.
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Appendix A: CHEMICAL DATA

Chemical Name: 3-Chloro-4,4-dimethyl-2-oxazolidinone

Other Names: Compound 1, Agent 1

Lot Number: 8

Chemical Abstracts Seivice Registry No.: 58629-01-9

LAIR Code No.: TP55

Structural Formula:
0

H3C

>C 0
H3C N

CI

Molecular FoLmula: C5H8ClNO2

Molecular Weight: 149.5

Physical State: White crystalline solid

Purity: 98.95%

Melting point: 68-70'C

IR: (KBR) 3499, 2973, 2932, 2877, 1760, 1512, 1457, 1395,
1371, 1291, 1265, 1215, 1176, 1056, 1017, 999, 958, 938, 843,
757, 693 cm-1I  The IR spectrum obtained on receipt of the

compound was identical to that provided by the source.
1

Stability: An aqueous suspension of Compound 1 (50 mg/ml) at
room temperature is stable for at least 3 days.2

Source: Dr. S.D. Worley
Dept. of Chemistry
Auburn University
Auburn, Alabama

1 Wheeler CR. Nitrocellulose-Nitroguanidine Projects.
Laboratory Notebook #84-05-101.3, p. 26. Letterman Army
Institute of Research, Presidio of San Francisco, CA.
2 Ibid. p. 42.
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Appendix A (cont.): CHEMICAL DATA

ANALYSIS OF DOSING SUSPENSIONS

Aqueous suspensions of Compound 1 in 1% gum tragacanth
were prepared by mixing with a Brinkman Polytron homogenizer.
The suspensions were subsequently used for GLP studies 85027
(acute oral toxicity in rats), 85028 (acute oral toxicity in
mice), and 85032 (dermal sensitization in guinea pigs).
After dosing the suspensions were stored at 40C until
analyzed. The concentration of Compound 1 was determined by
iodometric titration.

M~aterials

The following chemicals were obtained from the sources
specified:

1. Potassium Iodide, A.R.
Mallinckrodt Chemical Works, St. Louis, MO
Lot No. SHK

2. Sodium Thiosulfate, Anhydrous
J.T. Baker Chemical Co., Phillipsburg, NJ
Lot No. 5363020

3. Starch, Soluble, Certified A.C.S.
Fisher Scientific, Fairlawn, NJ
Lot No. 786070

4. Potassium Iodate, A.C.S.
Fisher Scientific, Fairlawn, NJ
Lct No. 790539

5. Sodium Carbonate, Anhydrous
J.T. Baker Chemical Co., Phillipsburg, NJ
Lot No. 6161629

Methpd

The iodometric titration was performed according to the
method described by Skoog and West1 , except for the addition
of ethanol to facilitate the dissolution of Compound 1 in
water before titration. Using this method, excess iodide is
added to a solution of Compound 1. The iodide ion

T Skoog DA, West DM. Fundamentals of Analytical Chemistry,
4th Ed. Philadelphia: Saunders College Publishing, 1982:
386-388, 764-767.
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Appendix A (cont.): CHEMICAL DATA

ANALYSIS OF DOSING SUSPENSIONS (cont.)

Methods (cont.)

(moderately strong reducing agent) reacts with Compound 1
(oxidant), producing iodire or iodine monochloride, which
then is titrated with sodium thiosulfate (oxidant). The
solution changes from brown to pale yellow as the end point
is reached. Before titrating the samples, the molarity of
the thiosulfate solution is determined (i.e., standardized)
using potassium iodate. Since two thiosulfate ions react
with one iodine molecule, the number of moles of Compound 1
in the solution can be determined from the volume of
standardized thiosulfate solution added to reach the end
point.

Moles Compound 1 = M Na2S903 / 2 X ml Na2S203 / 1000 ml/l

By entering values for the number of moles of Compound 1 in
the solution, the molecular weight of Compound 1 and the
volume of sample added in the equation below, the
concentration (mg/ml) of the dosing suspensions can be
calculated.

Concentration =

moles Compound 1 X MW Compound 1 X 1000 mg/g / ml Sample

To assess the homogeneity of the dosing suspensions,
three 1 ml aliquots were analyzed from the top (T), middle
(M), and bottom (B) of three dosing suspensions representing
the range of concentrations prepared.

Results

The results from the analysis of the dosing suspensions
are presented in Table 1. In Table 2 are the results from
the homogeneity determinations.

Disnusion

Results from the analysis of the dosing suspensions
(Table 1), indicated that two of the suspensions (100 mg/ml and
160 mg/ml) ,,sed in GLP Study 85027 deviated by more than 10%
from the target valies. All other samples were within 6.9% of
their target concentrations. The 100 mg/ml and 160 mg/ml
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Appendix A (cont.): CHEMICAL DATA

ANALYSIS OF DOSING SUSPENSIONS (cont.)

Discussion (cont.)

suspensions from GLP Study 85027 and the 18 mg/ml suspension
from GLP Study 85028 were then analyzed for homogeneity (Table
2). Regardless of the sampling site (top, middle, or bottom of
the suspension), the mean deviation from the actual mean of the
suspension did not exceed 2.3%. These data indicate that
homogeneous suspensions of Compound 1 could be made using 1%
gum tragacanth.

Table 1: Analysis of Compound 1 Dosing Suspensions*t

GLP Target Date Date Actual Percent of
Study Conc. Prepared Analyzed Conc. Target
Number (mg/ml) (mg/ml) Conc.

85027 64 8/7/85 13/8/85 62.2 97.2
100 8/7/85 13/8/85 115.2 115.2
160 8/7/85 13/8/85 186.4 116.5

85028 18 17/6/85 13/8/85 18.4 102.2
28 17/6/85 13/8/85 27.4 97.9
28 19/6/85 13/8/85 29.6 105.7
45 17/6/85 13/8/85 42.7 94.9
45 19/6/85 13/8/85 48.1 106.9

85032 10 23/9/85 5/12/85 10.3 103.4
10 1/10/85 5/12/85 10.3 103.2
10 7/10/85 5/12/85 10.4 104.1
10 21/10/85 5/12/85 9.9 99.1

* Wheeler CW. Nitrocellulose-nitroguandine projects.
Laboratory Notebook #85-050-010.3, p. 6-16. Letterman Army
Institute of Research, Presidio of San Francisco, CA.

t Wheeler CW. Toxicity studies of water disinfectant.
Laboratory Notebook #85-12-021, p. 1-8. Letterman Army
Institute of Research, Presidio of San Francisco, CA.
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Appendix A (cont.): CHEMICAL DATA

ANALYSTS OF DOSING SUSPENSIONS (cont.)

Table 2: Assessment of Homogeneity for Compound 1 Dosing
Suspensions*

Target Sampling Actual Mean Mean Deviation
Conc. Sitet Conc. Site Suspension from
(mg/ml) (mg/ml) Conc. Conc. Suspension

(mg/ml) (mg/ml) Mean (%)

18 T1 18.6
T2 18.5 18.4 0.0
T3 18.1

M1 18.3
M2 18.1 18.3 18.4 -0.1
M3 18.5

B1 18.6
B2 18.6 18.6 0.2
B3 18.6

100 T1 114.1
T2 114.0 114.3 -0.9
T3 114.8

M1 115.4
M2 112.6 114.5 115.2 -0.7
M3 115.6

Bi 116.3
B2 116.7 116.7 1.5
B3 117.0

160 TI 188.4
T2 178.7 185.2 -1.2
T3 188.5

M1 186.1
M2 187.9 185.5 186.4 -0.9
M3 182.4

B1 188.5
B2 190.9 188.7 2.3
B3 186.7

* Wheeler CW. Nitrocellulose-nitroguanidine projects.

Laboratory Notebook #85-050-010.3, p 6-16. Letterman Army
Institute of Research, Presidio of San Francisco, CA.

t Three samples were withdrawn from the top (T), middle (M),
and bottom (B) of the suspension.
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Appendix B: ANIMAL DATA

Species: Mus musculus

Strain: ICR

Source: Harlan Sprague-Dawley, Inc.
P.O. Box 29176
Indianapolis, IN 46229

Sex: Male and female

Date of birth: Males: 26 April 1985
Females: 5 April 1985

Method of randomization: Weight bias, stratified animal
randomization using the TOXSYS
Animal Allocation Program (SOP OP-
ISG-24)

Animals in each group: 10 male and female animals.

Condition of animals at start of study: Normal

Body weight range at dosing: Males: 29 - 41 g
Females: 24 - 36 g

Identification procedures: Cervical tag, tag numbers
85C00514 to 85C00673, inclusive.

Pretest conditioning: Quarantine/acclimation 4-16 June 1985

Justification: The laboratory mouse has proven to be a
sensitive and reliable system for lethal dose
determination.
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Appendix C: HISTORICAL LISTING OF STUDY EVENTS

Date Event

5 Jun 85 Received 80 male and 80 female ICR mice.
Mice were checked for physical condition,
sexed, and individually caged.

5-16 Jun 85 Animals were observed daily during
quarantine/acclimation period.

6 Jun 85 Animals were tagged and weighed. Four were
submitted for necropsy quality control.

13 Jun 85 Animals were weighed and randomized into dose
groups.

14 Jun 85 Phase 1 animals were removed from quarantine
and weighed.

17 Jun 85 Food was removed from Phase 1 animals cages at
0600 hours. Animals were weighed and dosed at
approximately 1100 hours. Observations were
recorded approximately 2 and 4 hours after dosing.

18 Jun 85 Phase 2 animals were removed from quarantine
and weighed. Phase 1 animals were observed
in a.m. and p.m.

19-31 Jun 85 Phase 1 animals were observed in the a.m. and p.m.

19 Jun 85 Food was removed from Phase 2 animals cages at
0600 hours. Animals were dosed at approximately
1100 hours. Observations were recorded
approximately 2 and 4 hours after dosing

20 Jun-2 Jul 85 Phase 1 animals were observed in the a.m. and p.m.

24 Jun 85 Phase 1 animals were weighed.

25 Jun 85 Phase 2 animals were weighed.

1 Jul 85 Food was removed from Phase 1 animals cages at
0600 hours. Phase I animals were observed,
weighed and submitted for necropsy.

3 Jul 85 Food was removed from Phase 2 animals cages at
0600 hours. Phase 2 animals were observed,
weighed and submitted for necropsy.
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Appendix D: CUMULATIVE MORTALITY DATA*

Time after Dosing
Doq Animals Hours Days

Dosed 2 4 1 2 3 A 5 6 7-14

MALES

0 10 0 0 0 0 0 0 0 0 0

200 9 0 0 0 0 0 0 0 0 0

251 10 0 0 0 0 0 0 0 0 0

316 10 0 0 3 4 6 6 6 6 6

398 10 0 0 3 9 9 9 9 10 10

501 10 0 1 10 10 10 10 10 10 10

FEMALES

0 10 0 0 0 0 0 0 0 0 0

159 9 0 0 0 0 0 0 0 0 0

251 10 0 0 0 0 0 0 0 0 0

316 10 0 0 1 3 4 4 4 4 4

398 10 0 0 2 5 8 9 9 9 9

501 10 0 1 10 10 10 10 10 10 10

Totals 0 2 29 41 47 48 48 49 49

* Values are deaths/dose group.
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Appendix E: INDIVIDUAL ANIMAL HISTORIES

MALE: 200 mg/kg Compound 1

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00551 Inactive Jun 17 Slight
Hunched Posture Jun 17 Slight

85C00553 Rough Coat Jun 17 Slight
Hunched Posture Jun 17 Slight

85C00563 Inactive Jun 17 Slight
Hunched Posture Jun 17 Slight
Rough Coat Jun 17 Slight
Stain, Yellow, Abdomen Jun 17-20 Slight

85C00567 Inactive Jun 17 Slight
Hunched Posture Jun 17 Slight
Stain, Yellow, Mouth Jun 17 Slight
Rough Coat Jun 17 Moderate

85C00573 Inactive Jun 17 Slight
Hunched Posture Jun 17 Slight
Rough Coat Jun 17 Slight
Jumping Jun 17 Slight

85C00576 Hunched Posture Jun 17 Slight

85C00582 Inactive Jun 17 Slight

85C00587 Inactive Jun 17 Slight
Hunched Posture Jun 17 Slight
Stain, Yellow, Mouth Jun 17 Slight
Rough Coat Jun 17 Slight

85C00591 Inactive Jun 17 Slight
Hunched Posture Jun 17 Slight
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

MALE: 251 mg/kg Compound 1

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00547 Urine, Bloody Jun 19 Present
Feces, Bloody Jun 19 Present
Inactive Jun 19 Slight

85C00556 Inactive Jun 19 Moderate
Rough Coat Jun 19 Slight
Hunched Posture Jun 20-26 Slight

85C00565 Inactive Jun 19 Moderate
Rough Coat Jun 19 Slight
Stain, Yellow, Abdomen Jun 20 Slight

85C00566 Inactive Jun 19 Slight
Jumping Jun 19 Slight

85C005C8 Inactive Jun 19 Moderate
Material, Yellow, Perianal Jun 19,20 Slight
Stain, Yellow, Perianal Jun 22,23 Slight

85C00569 Inactive Jun 19 Moderate
Rough Coat Jun 19-25 Moderate
Material, Yellow, Perianal Jun 19,20 Moderate
Stain, Yellow, Perianal Jun 22,23 Slight

85C00575 Inactive Jun 19 Slight
Rough Coat Jun 19-30 Moderate
Material, Yellow, Perianal Jun 19-22 Moderate
Stain, Yellow, Pezianal Jun 23 Slight

85C00585 Inactive Jun 19 Slight
Hunched Posture Jun 19,20 Slight

85C00592 Inactive Jun 19 Slight
Hunched Posture Jun 19 Slight

85C00593 Inactive Jun 19 Slight
Hunched Posture Jun 19 Slight
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

MALE: 316 mg/kg Compound 1

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00534 Inactive Jun 17,18 Moderate
Hunched Posture Jun 17,18 Slight
Rough Coat Jun 17,18 Slight
Tremors Jun 18 Slight
Death Jun 19 2.1 d

85C00535 Inactive Jun 17,18 Slight
Hunched Posture Jun 17,18 Slight

85C00537 Inactive Jun 17,18 Moderate
Rough Coat Jun 17,29,30 Slight
Hunched Posture Jun 17,18 Slight
Material, Brown, Abdomen Jun 17 Slight
Stain, Yellow, Perianal Jun 22,23 Slight

85C00540 Inactive Jun 17 Moderate
Hunched Posture Jun 17 Slight
Material, Red, Abdomen Jun 17 Slight
Penis, Bloody Jun 17 Present
Death Jun 18 19.7 h

85C00542 Inactive Jun 17 Moderate
Hunched Posture Jun 17 Slight
Rough Coat Jun 17 Slight
Death Jun 18 19.7 h

85C00543 Rough Coat Jun 17 Slight
Inactive Jun 17 Moderate
Hunched Posture Jun 17 Slight
Death Jun 18 19.7 h

85C00550 Inactive Jun 17,18 Slight
Hunched Posture Jun 17,18 Slight
Rough Coat Jun 17 Slight
Stain, Yellow, Mouth Jun 17 Slight
Stain, Yellow, Perianal Jun 22,23 Slight

85C00560 Inactive Jun 17 Slight
Hunched Posture Jun 17,18 Slight
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

MALE: 316 mg/kg Compound 1 (cont.)

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00574 Inactive Jun 17-19 Marked
Hunched Posture Jun 17,18 Slight
Stain, Yellow, Abdomen Jun 18 Slight
Hypotonia Jun 19 Moderate
Depr. Righting Reflex Jun 19 Moderate
Depr. Grasping Reflex Jun 19 Moderate
Death Jun 20 2.8 d

85C00586 Inactive Jun 17,18 Moderate
Hunched Posture Jun 17 Slight
Tremors Jun 17,18 Moderate
Stain, Yellow, Abdomen Jun 18 Slight
Death Jun 19 1,8 d
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

MALE: 398 mg/kg Compound 1

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00533 Inactive Jun 19-24 Slight
Hunched Posture Jun 19 Slight
Jumping Jun 19 Slight
Rough Coat Jun 20-24 Slight
Stain, Yellow, Perianal Jun 22-24 Slight
Death Jun 25 5.9 d

85C00539 Inactive Jun 19,20 Moderate
Hypotonia Jun 19,20 Slight
Rough Coat Jun 19 Slight
Tremors Jun 20 Moderate
Material, Red, Abdomen Jun 20 Moderate
Urine, Bloody Jun 20 Present
Decr. Temperature Jun 20 N/A
Death Jun 20 1.2 d

85C00541 Inactive Jun 19,20 Moderate
Hunched Posture Jun 19,20 Slight
Rough Coat Jun 19 Slight
Tremors Jun 20 Slight
Material, Red, Abdomen Jun 20 Slight
Decr. Temperature Jun 20 N/A
Death Jun 20 1.2 d

85C00544 Inactive Jun 19 Moderate
Rough Coat Jun 19 Slight
Tremors Jun 19 Slight
Death Jun 20 20.4 h

85C00545 Inactive Jun 19,20 Moderate
Rough Coat Jun 19,20 Slight
Tremors Jun 19,20 Moderate
Material, Red, Abdomen Jun 20 Moderate
Decr. Temperature Jun 20 N/A
Death Jun 21 1.9 d

85C00548 Inactive Jun 19 Moderate
Rough Coat Jun 19 Slight
Stain, Yellow, Perianal Jun 19 Slight
Tremors Jun 19 Slight
Urine, Bloody Jun 19 Present
Gasping Jun 19 Slight
Death Jun 20 21.9 h
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

MALE: 398 mg/kg Compound 1 (cont.)

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00549 Inactive Jun 19 Moderate
Rough Coat Jun 19 Moderate
Stain, Yellow, Perianal Jun 19 Slight
Stain, Yellow, Abdomen Jun 19 Moderate
Urine, Bloody Jun 19 Present
Death Jun 20 21.8 h

85C00554 Inactive Jun 19,20 Moderate
Rough Coat Jun 19 Slight
Tremors Jun 20 Slight
Hypotonia Jun 20 Slight
Material, Red, Abdomen Jun 20 Moderate
Decr. Temperature Jun 20 N/A
Urine, Bloody Jun 20 Present
Death Jun 21 1.8 d

85C00577 Inactive Jun 19,20 Moderate
Tremors Jun 19,20 Slight
Urine, Bloody Jun 19,20 Present
Rough Coat Jun 19,20 Slight
Material, Red, Abdomen Jun 20 Moderate
Decr. Temperature Jua 23 N/A
Death Jun 21 1.8 d

85C00589 Inactive Jun 19,20 Moderate
Tremors Jun 19,20 Slight
Urine, Bloody Jun 19 Present
Diarrhea Jun 20 Slight
Decr. Temperature Jun 20 N/A
Death Jun 21 1.8 d
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

MALE: 501 mg/kg Compound 1

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00552 Inactive Jun 17 Moderate
Hunched Posture Jun 17 Slight
Tremors Jun 17 Slight
Jumping Jun 17 Slight
Penis, Bloody Jun 17 Present
Death Jun 18 19.5 h

85C00557 Inactive Jun 17 Marked
Hunched Posture Jun 17 Slight
Rough Coat Jun 17 Slight
Death Jun 18 19.5 h

85C00558 Inactive Jun 17 Moderate
Rough Coat Jun 17 Moderate
Hunched Posture Jun 17 Slight
Penis, Bloody Jun 17 Present
Death Jun 18 19.5 h

85C00559 Inactive Jun 17 Slight
Hunched Posture Jun 17 Slight
Rough Coat Jun 17 Slight
Death Jun 18 19.5 h

85C00562 Inactive Jun 17 Moderate
Hunched Posture Jun 17 Slight
Rough Coat Jun 17 Slight
Material, Yellow, Perianal Jun 17 Slight
Tremors Jun 17 Slight
Penis, Bloody Jun 17 Present
Death Jun 18 19.5 h



Hiatt et al.--30

Appendix E (cont.) INDIVIDUAL ANIMAL HISTORIES

MALE: 501 mg/kg Compound 1 (cont.)

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00570 Inactive Jun 17 Moderate
Hunched Posture Jun 17 Slight
Rough Coat Jun 17 Moderate
Decr. Temperature Jun 17 N/A
Tremors Jun 17 Slight
Death Jun 18 19.5 h

85C00571 Inactive Jun 17 Slioht
Hunched Posture Jun 17 SIigqht
Rough Coat Jun 17 Slight
Stain, Yellow, Abdomen Jun 17 Slight
Penis, Bloody Jun 17 Present
Death Jun 18 19.5 h

85C00572 Inactive Jun 17 Marked
Rough Coat Jun 17 Moderate
Hunched Posture Jun 17 Moderate
Depr. Righting Reflex Jun 17 Slight
Decr. Temperature Jun 17 Marked
Material, Yellow, Abdomen Jun 17 Moderate
Tremors Jun 17 Slight
Penis, Bloody Jun 17 Present
Death Jun 17 3.9 h

85C00580 Inactive Jun 17 Moderate
Hunched Posture Jun 17 Moderate
Jumping Jun 17 Slight
Death Jun 18 19.4 h

85C00581 Inactive Jun 17 Moderate
Hunched Posture Jun 17 Slight
Tremoib Jun 17 Slight
Penis, Bloody Jun 17 Present
Death Jun 18 19.4 h
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

MALE: Vehicle Control

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00536 Normal N/A N/A

85C00555 Normal N/A N/A

85C00561 Normal N/A N/A

85C00564 Normal N/A N/A

85C00578 Normal N/A N/A

85C00579 Normal N/A N/A

85C00583 Normal N/A N/A

85COG584 Rough Coat Jun 19 Slight
Material, Yellow, Perianal Jun 21-23 Slight

85C00588 Hunched Posture Jun 19 Slight

85C00590 Normal N/A N/A
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

FEMALE: 159 mg/kg Compound 1

Animal Clinical Signs Dates Observed Severity
Numoer (1985)

85C00599 Normal N/A N/A

85C00613 Hunched Posture Jun 17 Slight

85C00619 Inactive Jun 17 Slight

85COj624 Hunched Posture Jun 17 Slight

85C00633 Hunched Posture Jun 17 Slight
Jumping Jun 17 Slight

85C00634 Hunched Posture Jun 17 Slight

85C00643 Hunched Posture Jun 17 Slight

85C00645 Hunched Posture Jun 17 Slight
Stain, Yellow, Mouth Jun 17 Slight

85C00649 Normal N/A N/A
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

FEMALE: 251 mg/kg Compound 1

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00596 Hunched Posture Jun 17 Slight

85C00600 Hunched Posture Jun 17 Slight

85C00602 Normal N/A N/A

85C00605 Hunched Posture Jun 17 Slight

85C00607 Normal N/A N/A

85C00616 Normal N/A N/A

85C00617 Normal N/A N/A

8f'00622 Hunched Posture Jun 17 Slight

85C00639 Normal N/A N/A

85C00650 Inactive Jun 17 Slight
Hunched Posture Jun 17 Slight
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

FEMALE: 316 mg/kg Compound 1

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00595 Inactive Jun 19 Slight

85C00603 Inactive Jun 19 Slight
Hunched Posture Jun 19,20 Slight
Death Jun 21 1.8 d

85C00609 Hunched Posture Jun 19 Slight
Urine, Bloody Jun 19 Present

85C00615 Inactive Jun 19 Slight

85C00620 Inactive Jun 19 Marked
Depr. Grasping Reflex Jun 19 Marked
Depr. Righting Reflex Jun 19 Marked
Gasping Jun 19 Slight
Material, Red, Nose Jun 19 Moderate
Death Jun 19 4.6 h

85C00621 Inactive Jun 19,20 Slight

Hunched Posture Jun 19 Slight

85C00636 Hunched Posture Jun 19 Slight

85C00647 Hunched Posture Jun 19,20 Slight
Urine, Bloody Jun 19 Present
Inactive Jun 20 Slight

85C00652 Inactive Jun 19-21 Marked
Tremors Jun 19-21 Moderate
Diarrhea Jun 20 Slight
Decr. Temperature Jun 20,21 N/A
Material, Red, Perianal Jun 21 Moderate
Death Jun 22 2.9 d

85C00654 Inactive Jun 19,20 Slight
Tremors Jun 19,20 Marked
Decr. Temperature Jun 19,20 N/A
Material, Red, Perianal Jun 20 Marked
Death Jun 21 1.9 d
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

FEMALE: 398 mg/kg Compound 1

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00606 Inactive Jun 17,18 Moderate
Hunched Posture Jun 17-20 Moderate
Death Jun 21 3.9 d

85C00611 Inactive Jun 17,18 Moderate
Hunched Posture Jun 17,18 Moderate
Tremors Jun 17,18 Slight
Material, Red, Abdomen Jun 18 Moderate
Death Jun 19 1.8 d

85C00618 Hunched Posture Jun 17,18 Moderate
Inactive Jun 17,18 Moderate

b5C00625 Inactive Jun 17-19 Marked
Hunched Posture Jun 17,18 Moderate
Incr. Respiration Rate Jun 17 Slight
Material, Red, Perianal Jun 17,18 Slight
Tremors Jun 17-19 Slight
Decr. Temperature Jun 18,19 N/A
Death Jun 20 2.8 d

85C00630 Inactive Jun 17,18 Marked
Hunched Posture Jun 17 Slight
Tremors Jun 17,18 Moderate
Urine, Red Jun 18 Present
Decr. Temperature Jun 18 N/A
Death Jun 19 1.8 d

85C00632 Inactive Jun 17,18 Marked
Hunched Posture Jun 17,18 Moderate
Tremors Jun 18 Moderate
Strain, Red, Moderate Jun 18 Moderate
Decr. Temperature Jun 18 N/A
Death Jun 19 1.8 d
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

FEMALE: 398 mg/kg Compound 1 (cont.)

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00638 Inactive Jun 17-19 Marked
Hunched Posture Jun 17,18 Slight
Tremors Jun 17-19 Moderate
Decr. Temperature Jun 17-19 N/A
Urine, Dark Red Jun 18,19 Present
Material, Yellow, Mouth Jun 19 Moderate
Death Jun 20 2.8 d

85C00646 Inactive Jun 17-19 Marked
Hunched Posture Jun 17-19 Slight
Tremors Jun 17-19 Moderate
Decr. Temperature Jun 17-19 N/A
Death Jun 20 2.8 d

85C00648 Inactive Jun 17 Slight
Hunched Posture Jun 17 Slight
Tremors Jun 17 Slight
Death Jun 18 19.5 h

85C00655 Inactive Jun 17 Marked
Hunched Posture Jun 17 Slight
Stain, Yellow, Mouth Jun 17 Moderate
Tremors Jun 17 Slight
Death Jun 18 19.5 h
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

FEMALE: 501 mg/kg Compound 1

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00594 Inactive Jun 19 Marked
Tremors Jun 19 Slight
Death Jun 20 20.3 h

85C00598 Inactive Jun 19 Moderate
Hunched Posture Jun 19 Slight
Tremors Jun 19 Slight
Death Jun 19 4.3 h

85C00608 Death Jun 19 2.8 h

85C00610 Inactive Jun 19 Moderate
Tremors Jun 19 Slight
Death Jun 20 20.9 h

85C00626 Inactive Jun 19 Slight
Tremors Jun 19 Slight
Death Jun 19 4.2 h

85C00627 Inactive Jun 19 Slight
Hunched Posture Jun 19 Slight
Jumping Jun 19 Slight
Urine, Bloody Jun 19 Present
Feces, Bloody Jun 19 Present
Death Jun 20 20.9 h

85C00635 Death Jun 19 4.2 h

85C00641 Inactive Jun 19 Moderate
Hunched Posture Jun 19 Slight
Tremors Jun 19 Slight
Prostrate Jun 19 Present
Urine, Bloody Jun 19 Present
Death Jun 19 4.2 h
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Appendix E (cont.): INDIVIDUAL ANIMAL HISTORIES

FEMALE: 501 mg/kg Compound 1 (cont.)

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00642 Inactive Jun 19 Marked
Tremors Jun 19 Slight
Lacrimation Jun 19 Slight
Decr. Temperature Jun 19 Present
Depr. Grasping Reflex Jun 19 Marked
Depr. Righting Reflex Jun 19 Marked
Hypotonia Jun 19 Marked
Urine, Bloody Jun 19 Present
Feces, Bloody Jun 19 Present
Death Jun 19 20.2 h

85C00644 Inactive Jun 19 Moderate
Hunched Posture Jun 19 Slight
Tremors Jun 19 Slight
Death Jun 20 20.2 h



Hiatt et al.--39

Appendix E (cont.1: INDIVIDUAL ANIMAL HISTORIES

FEMALE: Vehicle Control

Animal Clinical Signs Dates Observed Severity
Number (1985)

85C00601 Normal N/A N/A

85C00604 Normal N/A N/A

85C00612 Normal N/A N/A

85C00614 Normal N/A N/A

85C00623 Normal N/A N/A

85C00631 Normal N/A N/A

85C00637 Normal N/A N/A

85C00640 Normal N/A N/A

85C00651 Normal N/A N/A

85C00653 Normal N/A N/A
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Appendix F: INDIVIDUAL BODY WEIGHTSt

MALES: 200 mg/kg Compound 1

Animal
Number Receint Dosina pa2 DayJ1

85C00551 26 29 34 35

85C00553 26 30 32 33

85C00563 28 34 38 38

85C00567 29 35 39 38

85C00573 31 34 35 35

85C00576 23 29 32 34

85C00582 28 33 37 39

85C00587 32 36 38 38

85C00591 33 32 36 36

Mean 28.4 32.4 35.7 36.2

Standard
Deviation 3.2 2.6 2.6 2.1

Standard

Error 1.1 0.9 0.9 0.7

t Weight is given in grams.
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Appendix F (cont.): INDIVIDUAL BODY WEIGHTSt

MALES: 251 mg/kg Compound 1

Animal
Number Re p Day7. Day 14

85C00547 32 34 35 34

85C00556 25 30 34 35

85C00565 27 32 31 35

85C00566 26 31 33 34

85C00568 32 37 31 36

85C00569 32 35 36 38

85C00575 34 38 33 37

85C00585 25 32 35 35

85C00592 30 33 33 34

85C00593 31 32 35 35

Mean 29.4 33.4 33.6 35.3

Standard
Deviation 3.3 2.6 1.7 1.3

Standard

Error 1.1 0.8 0.5 0.4

t Weight is given in grams.
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Appendi- F (cont.): INDIVIDUAL BODY WEIGHTSt

MALES: 316 mg/kg Compound 1

Animal
Number Receipt Dosing Day7 Day 14

85C00534 29 33 Dead

85C00535 29 32 35 36

85C00537 20 30 34 37

85C00540 29 31 Dead

85C00542 34 35 Dead

85C00543 30 35 Dead

85C00550 30 34 37 39

85C00560 28 31 31 35

85C00574 29 32 Dead

85C00586 34 38 Dead

Mean 29.2 33.1 34.2 36.7

Standard
Deviation 3.9 2.4 2.5 1.7

Standard

Error 1.2 0.8 1.3 0.9

t Weight is given in grams.
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Appendix F (cont.): INDIVIDUAL BODY WEIGHTSt

MALES: 398 mg/kg Compound 1

Animal
Number Dsin Day 7 Day 14

85C00533 32 36 Dead

85C00539 31 37 Dead

85C00541 26 30 Dead

85C00544 28 32 Dead

85C00545 26 33 Dead

85C00548 27 34 Dead

85C00549 31 34 Dead

85C00554 29 31 Dead

85C00577 28 33 Dead

85C00589 35 41 Dead

Mean 29.3 34.1

Standard
Deviation 2.9 3.2

Standard

Error 0.9 1.0

t Weight is given in grams.
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Appendix F (cont.): INDIVIDUAL BODY WEIGHTS$

MALES: 501 mg/kg Compound 1

Animal
Number Receipt Dosing Da D

85C00552 28 30 Dead

85C00557 29 34 Dead

85C00558 32 35 Dead

85C00559 28 33 Dead

85C00562 28 31 Dead

85C00570 28 33 Dead

85C00571 26 33 Dead

85C00572 31 35 Dead

85C00580 36 39 Dead

85C00581 27 31 Dead

Mean 29.3 33.4

Standard
Deviation 3.0 2.6

Standard
Error 0.9 0.8

i Weight is given in grams.



Hiett et ai.--45

Appendix F (cont.): INDIVIDUAL BODY WEIGHTSt

MALES: Vehicle Control

Animal
Number R D Day 7 Day 14

85C00536 26 31 37 37

85C00555 32 34 37 37

85C0056. 27 30 32 34

85C00564 32 33 36 34

85C00578 31 33 35 35

85C00579 29 35 40 38

85C00583 24 29 32 33

85C00584 33 35 40 38

85C00588 30 33 36 36

85C00590 31 34 38 38

Mean 29.4 32.7 36.3 36.0

Standard
Deviation 3.0 2.1 2.8 1.9

Standard
Error 0.9 0.7 0.9 0.6

t Weight is given in grams.
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Appendix F (cont.): INDIVIDUAL BODY WEIGHTSt

FEMALES: 159 mg/kg Compound 1

Animal
Number Receipt Dosing Day Day 14

85C00599 29 29 30 33

85C00613 28 30 31 32

85C00619 24 27 30 30

85C00624 27 27 29 29

85C00633 29 29 30 29

85C00634 34 35 34 35

85C00643 26 28 30 29

85C00645 24 29 29 30

85C00649 29 29 32 31

Mean 27.8 29.2 30.6 30.9

Standard
Deviation 3.1 2.4 1.6 2.1

Standard

Error 1.0 0.8 0.5 0.7

t Weight is given in grams.
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Appendix F (cont.): INDIVIDUAL BODY WEIGHTSt

FEMALES: 251 mg/kg Compound 1

Animal
Number Re t Day 7 Day 14

85C00596 24 29 31 30

85C00600 24 27 29 28

85C00602 27 30 30 31

85C00605 27 28 31 31

85C00607 25 28 28 28

85C00616 24 26 28 29

85C00617 27 30 32 33

85C00622 25 24 24 24

85C00639 28 28 30 30

85C00650 34 36 31 33

Mean 26.5 28.6 29.4 29.7

Standard
Deviation 3.0 3.2 2.3 2.7

Standard

Error 1.0 1.0 0.7 0.8

t Weight is given in grams.
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Appendix F (cont.): INDIVIDUAL BODY WEIGHTSt

FEMALES: 316 mg/kg Compound i

Animal
Number Receipt osing Day 14

85C00595 23 29 29 27

85C00603 28 28 Dead

85C00609 23 29 31 31

85C00615 24 26 27 26

85C00620 25 26 Dead

85C00621 27 28 29 30

85C00636 27 26 30 27

85C00647 24 26 27 26

85C00652 24 27 Dead

85C00654 27 29 Dead

Mean 25.2 27.4 28.8 27.8

Standard
Deviation 1.9 1.4 1.6 2.1

Standard

Error 0.6 0.4 0.7 0.9

i Weight is given in grams.
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Appendix F (cont.): INDIVIDUAL BODY WEIGHTSt

FEMALES: 398 mg/kg Compound 1

Animal
NumberReceipt28 Dad

85C00606 28 28 Dead

85C00611 27 27 Dead

85C00618 24 25 24 27

85C00625 28 28 Dead

85C00630 25 29 Dead

85C00632 31 33 Dead

85C00638 30 31 Dead

85C00646 27 31 Dead

85C00648 27 27 Dead

85C00655 30 32 Dead

Mean 27.7 29.1 24.0 27.0

Standard
Deviation 2.2 2.6

Standard
Error 0.7 0.8

t Weight is given in grams.
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Appendix F (cont.): INDIVIDUAL BODY WEIGHTSt

FEMALES: 501 mg/kg Compound 1

Animal
NumberDosin 1

85C00594 26 27 Dead

85C00598 24 31 Dead

85C00608 29 32 Dead

85C00610 27 28 Dead

85C00626 28 29 Dead

85C00627 25 28 Dead

85C00635 29 29 Dead

85C00641 26 24 Dead

85C00642 28 28 Dead

85C00644 26 29 Dead

Mean 26.8 28.5

Standard
Deviation 1.7 2.2

Standard

Error 0.5 0.7

t Weight is given in grams.



Hiatt et al.--51

Appendix F (cont.): INDIVIDUAL BODY WEIGHTSt

FEMALES: Vehicle Control

Animal
Number ping Da7 Day1

85C00601 29 30 30 31

85C00604 34 33 37 36

85C00612 29 31 33 32

85C00614 25 25 27 27

85C00623 31 32 32 34

85C00631 27 31 32 32

85C00637 26 27 29 28

85C00640 27 28 28 28

85C00651 28 31 33 32

85C00653 26 28 28 30

Mean 28.2 29.6 30.1 31.0

Standard
Deviation 2.7 2.5 3.1 2.8

Standard

Error 0.9 0.8 1.0 0.9

t Weight is given in grams.
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Appendix G: PATHOLOGY REPORT

Pat2hology Report
Acute Cral Thxicity Study (LD5 0 )

aP Study 85028

Test substance: water Disinfectant Caqound I.

Species: Mouse. Strain: ICR.

Investigator: Dr. Gerald Hiatt, Toxicology Branch

History: Refer to LAIR SOP-OP-STX-36. Animals that did not die were killed
with sodiun pentobarbital anesthesia and axillary bleeding.

Microscopic findings:

PATH ACC ANIAL ID4 MOREOLOGIC MC

37908 85COO533 Lung, spinal cord, adipose tissue -
Not remarkable (NR)

37924 85C0599 Pancreas - NR

37915 85C0560 Nephritis, interstitial, chronic,
mutifcaL, oderate., dney

37953 85C0568 Hyperplasia, lyfhtid. myeloid, spleen.
Hepatitis & pancreatitis with abscessation,
liver. pancras.
Peritonitis & fibrosis. f ical, stomach.

37955 85C0575 Hyperplasia , lympoid, myeloid, spleen.
Hepatitis with abacessation, liver.

37959 85C09584 Cystic duct. reputial gland

37932 85CO0618 FHmpatitis with abacessation with
plant material ard hair.
Peritonitis, chronic, stnmach.
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Appendix G (cont.): PATHOLOGY REPORT

GLP Study 85M28

Gross fi dIi s:

MAO3P 124/tW.E/200 ffq/lr

PATH AtC# A94AL D GRss FwmwDf

37913 85C00551 Live - NR
37914 85C08553 Live - NR
37916 85c06561 Live - NR
37917 85C0567 Live - NR
37918 85C=573 Live - NR
37919 85C0M576 Live - NR
37920 85C='582 Live - NR
37921 85C587 Live - NR
37922 a5s0=591 Live - NR

37876 85CO0534 Dead - NR
37910 85CM535 Live - NR
37911 85C537 Live - NR
37856 85C5340 Dud - MR
37857 85C 542 Ded - NR
37858 85C2WA43 Dead - NR
37912 85C=0550 Live - NR
37915 85C560 Live: Kidneys - granular

cortical surfaces
37687 85C0574 Ded - NR
37872 85C6586 Dead - NR

GOUP 34/m"./501 uCI/kq

37859 8SCa552 Dead - NR
37860 85C557 Dead - NR
37861 5=558 Dead - MR
37862 85C06559 Dead - NR
37863 85C0562 Dud - MR
37864 85CO0570 D - NR
37665 85CO0571 Dead - MIR
37866 5C 72 Dead - MR
37867 85CM580 Dead - M
37868 85CM581 Dead - 'R

2
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Appendix G (cont.): PATHOLOGY REPORT

Patholog Ro~r
CLP Study 85028

QFKUP 4/MAM /251 mg/kq

PATH ACC AN24AL ID# GROSS FIINGS

37946 85_.00547 Live - NR
37948 85C00556 Live - NR
37951 85C00565 Live - wc
37952 85C0566 Live - MH
37953 85CO0568 Live - Adhesions beteen liver,

stcmach, ileum splenaneally
37954 85C0569 Live - NR
37955 85C0575 Live: Liver - multiple

abscesses, splenaegally
37960 85C00585 Live - NR
37963 85C0592 Live - NR
37964 85CO0593 Live - NR

GROUP S/t'MLZ/398 mg/JQg

37908 85C0533 Dead: Scapula - overlying area red.
37897 85000539 Dead - NR
37898 85C00541 Dead - NR
37885 85CO0544 Dead - NR
37899 65C0545 Dead - NIt
37896 850548 Dead - NR
37886 85C00549 Dead - NR
37900 85C0554 Dead - NM
37901 85000577 Dead - NR
37,02 85C00589 Dead - NH

GROUP e1/MALE/Vehicle

37945 85=0536 Live - NH
37947 85C00555 Live - NH
37949 8500561 Live - NH
37950 850C0564 Live - NR
37956 85000578 Live - NR
37957 85000579 Live - tN
37958 85C00583 Live - NR
37959 85000584 Live - Preputial gland mass (cyst)
37961 85C00588 Live - NR
37962 85008590 Live - NH

3
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Appendix G (cont.): PATHOLOGY REPORT

Pahtology FAw
GLP Stuy 9502

GMP Wr/ThME/159 mgJ)q

PAM A= 91A 0mWS*mn

37924 S599 Live: Panzemas- oeatu & red

site)
37929 85 613 Lve - M
37933 8 9 Lve -

3793S 4 Live -

37936 g33Live - MR
37937 85C634 Lve: Ovaian cyst. 1eft(4m diimwt)
37939 85csow Lve - N
37940 8USlow Live - M
37941 Live - U

MM 2L/13DZf2S1 JAq

37923 Lve - m
37925 Live - MR
37926 Live - MR
37927 - Lve - U
37928 rLve - M
37930 U:3 Live - w
37931 Live - NR
37934 Live - MR
3798 Live - N

37942 Lve - Adhsu s o-o Uver & stnach

MW 3r/13OZ/398 umJ)q

37W4 D - bU

37873 Dud - NR
37932 U5&3Lve - Adhmism ber.mm liver & stonsch
3796 Dead - UR
37874 Dood - U
37875 U Dw - U
3739 UUS - M
3785 646 - U
3739 Dud4 -
37383 m s - UR

4
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Appendix G (cont.): PATHOLOGY REPORT

GLP Study 85028

GROUP 4F/FVALE/316 nv/)q

PATH # ANDIaL D# GROSS FINmDNS

37965 85CM595 Live - NR
37903 85CO0603 Dud - NR
37968 85CO0609 Live - NR

37971 85C00615 Live - NR
37880 85C0620 Dead - NR
37972 85C0621 Live - NR
37975 85C0636 Live - M
37978 85C647 Live - NR
37906 85CO0652 Dead - NR
37905 85CO0654 Dead - NR

GOUP 5F/F24ALE/50l nq/)q

37888 85CO594 Dad - MR
37878 85CM598 Dud - NR
37879 a5 9608 Dd - NR
37889 85CO0610 Dad - NR
37881 85CO0626 Dod - NR
37891 85C0627 Dead - NR
37882 85CW0635 pde - NR
37883 85C8641 Dead - NR
37893 85C0642 Dud - NR
37894 85Coow Dead - IM

GROUaP 6'/FE14AL/Vehicle

37966 85CO0601 Live - NR
37967 85CDO604 Live - NR
37969 85CO0612 Live - NR
37970 85CO0614 Live - tR
37973 a MW3 ive - NR

37974 85C 1 Liv - NR
37967 8 W37 Live - UR
37977 8 %" Live - NR
37979 85CO0651 Live - NR

37980 85C 0653 Live - Im

5
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Appendix G (cont.): PATHOLOGY REPORT

Pathology hmport
GP Stuy 85928

SKMMARY TABLE - -LZES

DOSE TD4 TO MEATH
GROUP (ag/lq) NO. MATM % TLITY -cl MY 2-6 DAY

0i 0 is 0 0 0 0
IN 200 9 0 a 0 0
41 251 10 0 0 0 0

316 10 6 60 3 3
34 398 10 10 100 5 5
3M 501 1 10 10 10 0

SUMj= V" - FE-ALS

DOSE TDIE TO EEATh
GROUP (zq/k) NO. MA7M WrJAJ.Y <1 MY 2-4 DAYS

a 10 0 0 0 0
XP 159 9 0 0 0 0
2F 251 10 0 0 0 0
4 316 10 4 40 1 3
3? 398 19 9 90 2 7
5F 591 10 10 100 10 0

Gross ommits:

1. Doee related toxicity of the caopound is apparent.

2. All gross and microscic lesions were considerel incidental findings,
not related to the test capound. The abscesses noted in livers and pancreas
and the peritonitis localized around the sta-ach in four arials wre rost
likely due to iatr genic laceration of the stomach all with the dosing
syringe. Mbe splenamegally was a reactive response to the chronic intra-
abd=fina inflatuain. Pld tissues owerlying the scapula of nouse 85D00533
wre probably iduced hile being held for dosi.ng and are tramatic in
origin.

3. Clostridia. .erfrnens, Pasteurella ultocida, Escherichia coli, and
Enteroocci sp. %are cultured and identified 2rcm the abdarnal scesses of
two mice (8D0568 and 8s00575).

G. TRACY M1AIC, D'M

M&I. V.C
Coierative Nt'Iolcxy Branch
31 January 1986
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